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[oooc mmj&%¥?mm^mir%ft*mfomm&<D±.m, mm&mmtto 

-c#rv^ 0 -fihfDmm^h^w^comm^mm^x^^mmmB^ 

S^b^tVCV^o ^<b<D^#L#:te, ^##t#14&BJM* (antibody-dependent 
cell-mediated cytotoxicity, ADCC)^tt, »#ttlfflfiif ( 
complement-dependent cytotoxicity, CDC)^tt^o:fc£{fcrt<^:&5^«&-£o-C 

[0005] Dlkl/Pref-1 teEGF#^-7£^ojg£^/-^frC\ ^O&SJl&^HI^te 

Notch/Delta/Serrate^r^y-^l^ft^^-ro Dlkl/Pref-lf*. GRP(gastrin 
releasing peptide)m&&<DB^mmffi&&1®ffafaXm^%ft^' (##ffF:£ifcl) 

ffijfcif, -§|S(D0m^-C^^m^^feb^(^#rP^:^4. 5) 0 Dlkl/Pref-l<»tE 
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[0008] ^mmw^bfe, mmM9i<D'&^ &w-<D%f mmmmmtKdiktm^x^ ^ 

[0009] #M3!K^ibte> ^(DftthDlk^/^n-^/Mftti^ DlkSrHmbTV^ 

[ooio] -r^^, *&wte, dimte^mi^ntir^ u.m*<DSfmmm<D&mjr 
is&mmzmmirZo dimfc^mRNAXtecVNAb^^v 

bfcmfcfcfrfc-r&fcfox-h^x^ mwMMimvxttffitfFm%mW'r%#ifczm 
$Mftb\,x^mi-%ffiftii&M : $:W&irz>o tsbic, *mwte. mmmmm±i^ 
muTv^Dik^i^^^i-^^-efeo-c, m^mm^Mvxmm^m^m 
WT%fcfc<v^AZffi&^&i§-~?z>^b%*£t!. m<Dfemjjmzmm-rz>o £ 
bi-. *mwfe, ffiMm&m±-izmm^x\,^DikbttWM&Rfo^%fot£x$><>x 
. mmmmmvxfcmtf?m*mwirz>t7i&(D^ ^mm<Dmm.<Dt^(Dmm^ 
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coon] *m.%WK.£o, mwm^-^—^Mmvtc tfm<D&m&mi&jm£ivfZo 

SfFS^^t-tHm-t" Z>*—'Wmmz.&\, ^Xhft&irZZLbfrb, JtSti-SffRftlW 

fc> ^dlk^/^n-^/l^ft^ffiV^rWcJ;^ jfiL?£*Xf^*to8f£U^ dlk<£> 
jM^|Jsre&5FAl£^ 

[0012] [|211]thj|^i«^J;^^m^t-^it^Dlk(Da^^m^i-/^^^o^h(D^ 

m2^v^m^mmw^n^>Dik(Dmmm^f^^^irmx-m. (a) facs 
[Ei3]thBf^m^^*5ft^Dik<D^m^^*-cfc9. (a) MMm^ (b) ua 

V^cffiMtbFAl(D^W^-t"EI"C'fe«9,^^:^®(QuantaBlu(^p p p^)Fluorogenic 
Peroxidase Substrates:PIERCE)S:fflV^EUSAife»!:«tt)lfeW, flft^bfcM^^-To 
[05]Dlk<D^fett^SP^bfcm^ (64^) <DKhD\k<D$L&%i&<DW&&^'? MX 



WO 2005/052156 6 PCT/JP2004/017499 

memmmm^^^-r,, &:^h^>v>-^^> (he) *&:Kh 

39SWH4)GradeII:HE, DlkHMft(68«JH4), DIk»tt(36«Htt)Gradeffl:HE, Dlk 
&§t£ (638IH4) „ Dlkl^tt (43&JH4) 

[|ll7]HEK293^lS^HEK293(hdlk)^ii^(DFACS^tCi§Dlk(D^m^i-El-C'fe«9 

im8mthD\k*S?ti~^/Vffifc&m^tcCDClg&&^1rm^1by. (A) HEK293JNB 
J^joJ:U?HEK293(hdlk)^aj3Si-, ^5 » g/mk E^fcHhfl!f25%£«&bnt/C3 0 
*U MTTTyir^{£«fc9CDCEH4£«!l£U ¥^tt«WIST?**Lfco «3fc&0> 
fltriSifr^SfebPW^^lfc^^iScMSrafefcC*: P<0.01, n=3, Student's t test)„ (B) 
HEK293(hdlk)«^taft\ thffi^jfiL«25%^m*PbT3 0 P^ig^U MTTTyfc-f 

^j;«9CDcsi4^iBo^u ^m.±mmmmx^i,tc 0 ^momn^^mao 

&fc&^^}MM : &M£>tc(*: p<0.01, n=3, Student's t test) Q 

immthDik*:;?*— ^/vffifc&m^t£fi&ccf£&&m-rm~e$> } o. hek293*bj§& 

*5«f05HEK293(hdlk)«BliatC. $ifc5 » g/ml^tHf A^JliL ##*fc!HI*.3 0 HQ «3t 
U MTTT5/ir-TfCj;«9ADCC^^ay^L, TO{fi±^«IM-e^Ut> ^7 =.99 

[01O]Huh-7 EGFP^Huh-7 (hdlk)«(^tz-^PC14, PC16)<DFACSfl$#n-<£5 

[EHl]feifcbDlk^y^o— ^-/w^t#:Srfflv^CDCfiH4^-ria-e*>5o (A) Huh-7 
EGFPjNHJ^&itft-Iuh-? (hdlk) mifa(?v— ^PC14, PC16) ^^5Dg/ml, JES"7 

yh«ffjflLfii25%-ea&(jpb-c3 0 ra*&aiu MTTTy^-r^.ttjcDc^tfe^ay^b, ¥ 

i^\W.±M^W:^VmVtc 0 (*: p<0.01, r=3, Student's t test) (B) Huh-7 EGFP^BJJS 
4oJ;OTuh-7 (hdlk) mffa(9v— ^PC14, PC16) (dn#£:0, 0.3, 1, 3, 5, 10/ig/ml 
(Om&, lE^7vhffiW-m$l*25%X*m^XZ 0 MJgSIU MTTTsH?-rK:J;«9CDC 

mi2]KhDikmte^&m^£&M^f&ife<ni&m&&&^irmx&z> 0 (a) Huh-7 
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EGFP^Huh-7 (hdlk)#Bfl&(^i3— ^pci4)<Dp?— Kv^ftTK*J»t5WR^Jfc ^ 
*t#19 0 @£T^ffi^#^(mm 3 )£^-r o (B) Huh-7 EGFP^Huh-7 (hdlk)j« 

(mm 3 )^1"o 

[0013] TIB^«J^A#:^(^|B«i-^J;5^. #B8&9!#e>tt* dlkflSjfcflefcfcWC, A 

<5o 

[0014] dlkifrtt^-Cfc»5, dlk^a— K-f ScDNAtt^o— ^$titfe^ *:<DMM 
WMVLTFtflifc*— Ki-^T^/^BB^IJt)^^I-efe5o #Jx.fc£, fchdlkf*. GenBank 
accession#^U15979j6j;'a ? NM_003836^i^$tb-CV^^ o 9s*dlkfi3\ GenBank 

accession 

#^AB046763:£J:tH>84336l?^£*V'CV^ o ?v-<Ddlkf3\ GenBank 
accession#^AB009278iC^$tt-CV^ o Z.tlbtoO'h* GenBank accession#^- 
U15979^^$tb?>tbdlkOcDNABB?IJ^-a ? ^:tV^^-K-r^T^7^ga^J^tL ; e 
nBB^!J*C>iE^J#-^-lS.^2^^i- 0 £fc> GenBank accession#-^-NM_003836{CSB 

l>dlk<DT?/^IB?lJ<D5^ *BJ!&0*tgi$HU 24aa~ 304aa<£>^Bi$-efc5o 

[0015] dik^. jff ^»«®±(-^mb-cv ^(dx% ateBm^—*—&ttthxmm 
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<9®M,fcmmtsmx»hz> 0 mm^d\k(Dmm^m^x\'i^<D-u^^^. x 

^^fc^O^SJS^bTfflV^a^^^oTt^k^/^n-^/kfei^^fflt- 
pT|g-efe5o £tft:<DFab$T>t^\ F(ab') 2 ir>K-£><J:5ft. iaBiC^tt&W 

[0016] Mffomm.kKm%iir%ffim (*mmw(Dm&mik) KM-r^wx^^m 
m\<^foi££^A^irftimmz.£y®BKft?^tfrx%z> 0 *mw<D%f 
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\z.ft?z.b&X%Z> 0 

[0017] ^^ffi±(^dlkfeiJ®^mi-§^fei-W$^^ib-C{i, M»?:tA/t 

[0018] ^V/N°^^-e$>5Dlk^(D^J5a^^^]iT$tV, FAi^b-c^nb^^r 

^^•^- ; Sr^-rS-t^B > ga^^o-CV^(##fP^:mi0) 0 ^rbT, TlS^ii^l 

m^^xfam^<vFAi&f&mm7£irz>z.bi££<o. tkmuw bkm. turn, ^ssnm.h 
^^m^^m^m^m^n^^t^mx^o ^mm^sm^ ±ib 
(Dx^nm^xm^im^t^x^o mK.it. i^k^^elisai^&^S'J 
mi'mm^. ^D\k^xi^<D^m^mmyr^mmwbvxmm^m^ 

mmm^^(D^mmi^xn^^bKxy)^^m^(DFAi^m'r^b 
&xzz> 0 rmmmm^Md^mz.mm^ti^oi^ EusAiztevsmmmmb^x 

3§3tS«(fluorogenic peroxidase substrate: PIERCE)£rlBV\ ^^SU^t^-^ 

£<9, &mmmzing/mLUT<Dmmmzmj&tt^btf^mx&z> 0 ^m*fc-e 
9$i5£u mfe£ntcmffimbmmnm*<nFAiA<DMmzm^&mM&ftf&^ 
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[0019] ±gabfc^^S^^Jfflbfc^J^^B±^dlk^»J^-r^^fe^*3V>T 

[0021] fflM&cptf), dlk mRNA^rffllJ^i-S-^^io-Cfe. dfldtteWSB^Srfl^S 

PCR(RT-PCR)£*TV\ PCKmm&nfSJfoWilr&LkKXV), ^zmfSM^b^V 
-rA^mPCRCRTD-PCR^^^DtT^d^^O, #§!£jfc5cDNA£, W^TttmR 

0<l^|Em$^TV^ o Lfc^ot, Dlk^>v^£=i— K1-5mRNA<£>$J5£te, 
j^Bf-fT 5-^^"C# i 5o Dlk(DmRNA(X{*mRNA^M^bT#btl/fcc 
DNA) (D^tH^'t'I^fflV^^^n— W\ DlkCDmRNAXtecDN 

if ^X(DlkOmRNAX^cDNA^N^y^Xi-§^^(Dif-rX) «\ #^PS5S* 
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mtem&fr&z> 0 *mwn, Dik<DmRNAXtecDNA£^:/y^xi-5, r.*i£>0> 

IBbfc^Dlk^-C'&o-C, IfflJ^^ffiJi^Dlk^mbTV ^Mt^LTifclgf^ 
[0023] ^^(DS#^<7)^b^S^^^5«J^a*^^'C^"Ct>^^^ 

x&%, **7fcfc^KMkfcte&fr^<m^z>z.t&x$z> 0 **7fcfc j $wm.w- 
x&z> 0 **9in.m^ fctm^^^su m>fte>-*vx*s?v—*-fl'tizi&> 
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[0024] ftDlkftrfm, TIB^«JivlA^^^IB«-r^)<t5^> 'M<H»#ftTt 

<D*izxffimmmtL,xmm-rz>o ft*5> TfB«^u-m, ^Dik*-/**-^ 
[0026] m^<d&*k ^Mrtatt, mmp%mim(D 

£*lx5^ MS. fifeASfl 0 10, fMlkgH^cD, ^*-e0.001-100mgM. 
#£lXi*0.01-50mg&&, $bte0*L<ttO.l~5mgggte*>3o *WJH\ 

{fc&£Mm.ffiWi ^ ^^^ufc^co-efeoTt iv >u m.MUM<Dft&fc$o\, ^x— IK 

[0027] sir. ^mm^mmmK&^^^m^nm^o both, ^mnrmm 

mmm 
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[0028] MMffli JJffiSMfcffl 

i. wwtjfm 

(1) thdlk £.£:cDNA(D%LMbm^??—<n^ 
thDlk(Genbank accession No. U15979)<Dafc^lB?IJfB^J:9PCR:/^f^— &Wt 

7^-17— K{l'j7 P 7'l'* r: ?' w - : 5'-cgcgtccgcaaccagaagccc-3' 
y/*— JJMfflT 0 :^ : 5'-aagcttgatctcctcgtcgccggcc-3' 
r<DB3\ y/*— ^Mll:^^— KnHinmiKX^mWtm^^tm^HMVtCo 
h<DZfy4^r— ^^10M(Dthfl : llij:l9flSbfc^RNA(TAKARA)d^'a'^Ufc 
cDNA^SM^UTPCRSJ^^tTofCo ^tf>#, T#n— *y/wm^&»fcJ:5SIIB, 
@ ^J(D/^^K<D^|±J^tTV\ pCRII^^— (Invitrogen)^n— ^^Lfc 
(pCRII-hdlk) 0 :?n— —V^Ufcfcl-DUKDcDNAf^:/— ^V^lCj^flHRUfco 
[0029] M^^- O^HtCfe/ct), tbDlk<DC^«^Flag^^?r#iP-rS/cfe, Srf 

pbluescript II SK(+)^*— (STRATAGENE)(DHindIII/SalI|fP^^Flag^^@S^JSr3 

5 ' -agcttgactacaaggacgacgatgacaagtgag-3 \ U ^ — -^MllI 

5'-tcgactcacttgtcatcgtcgtccttgtagtca-3')^r#AUfc(pBS-Flag) 0 ^(CpCRII-hdlkd^ 
fethdlkite^Sr^tf BcoRI/HindlllUfK-Sr^Jt) WU pBS-Flag^*— <D 
EcoRI/HindIIIgB^i31^Abfci(pBS-hdlk-Flag) 0 $£>^ P BS-hdlk-Flag^EcoRI/SalI 
WtK&WK) IHU pcDNA3. 1^^^— (Invitrogen)*3 it^pMIG^^— 8)OEcoRI/XhoI 
IBtfifclCjf Ab^(^^e*tpcDNA-hdlk-Flag^ pMIG-hdlk-Flag) 0 

[0030] thFAii§m^^-^fliiii" ; s^fe^ , 5^ ^t©t°7^^- s«w-u -a^ut, 

:7;*-I7 — Kffifl7"7 > f ^— : 5'-cgcgtccgcaaccagaagccc-3' 
y/<— ^.'(Bljy^'f "^*— : 5'-ctcgaggtgctccggctgctgcaccggc-3' 

Zf^^r— ^thdlk(DcDNA^M^L-CPCRSJ^^tfV\ #^ix/cthFAl cDNASr 
pCRII-<^^— (Invitrogen)^^a— n^i/L^(pCRII-hFAl) 0 ^n— ^V^bfcfchFAl 
<DcDNAtef — ^m^^i^fit^bfCo 
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[0031] pCRII-hFAld^thFAl cDNA^tfEcoRI/XhoI^^Jt) Wb, 
pcDNA4/Myc-His^^— (Invitrogen)<OEcoRI/XholSPte^jf AUfc 
( P cDNA4-hFAl) 0 ~<Dmm^?*-lttC^WiaAyc?yRX$His?^m$ttto 
ZtlXteV , thFAl UMyc^^RXfHis^^t(Dm^>-^^:tL,Xm^ir^ 0 

[0032] (2) fchjff&&£fflJfett 

fcMF*ft**BJ&(*W:, JHH-6, HLF, JHH-5^.t^Huh-6-r*fe«9, Vvf*Vt>(#)fc» 

[0033] (3) mmmm^mfc^mA 

igmMM^tDmfcT^Afe, UpofectAMINE-plusKIKGIBCO BRL)<§irffiV\ 

[0034] (4) RT-PCR 

First-strand cDNA synthesis kit(Amersham Pharmacia Biotech)£:fflV vTTf&EHL-fc 
RNA^^bcDNASr^Ufc#, PCRftfc«£«9fchDlktf>3&m;H?WUfco 1£fflUt^-f 

7^-17— K'(i]^ P ^'f"^ w_ : 5'-agagctcaacaagaaaacc-3* 
^$t? = 7'i~*— : 5'-gcgtatagtaagctctgagg-3' 

[0035] (5) ^Zfn^yYWSx 

^]^*M^:RNA(TAKARA)*d i^SSd^Trizol^ (=y>tf Srffl V vCj* 

fflbfc^RNA, #10 m g^^T/V^YW^^MZXnMWMJto -i-^nl^m 

(»mm~. CDP-star^SS^b^b^^^iOtTofco 
[0036] (6) £ifcr-Dlk^/;?n— ^/HftttOTf^lSt 

thdlkit^^^m^^A/fc, ±|SWhn^^^^— (pMIG-hdlk-Flag)3r^^ 
— ^>-^MT*fc5BOSC23M(Pear, W.S. et al. (1993) Proc. Natl. Acad. Sci. 
USA 90, 8392-8396) f^AU thdlkaft^SrSFol^Ma^/^Srm^bfco 
ffi&M^ ?fiSS^t£SV40 large T antigenOh^^v^— (Yanai.N. et al. 
(1991) Exp. Cell Res. 197, 50-56) <Dlfe!%tfmfrbffi&Ltc.mmm7E2-C\Z.m£.\^ 
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fcl^n-MAv^«£-fr, IS^fitj \ZKhD\k&&&? 5*fflfl&1*7E2-C(hdlk)£#;fc„ 
[0037] HEK293M ( A#5fe : JKSC^^^IWfi^^iff^fWffi^) fc-hIB 

18^^^— pcDNA-hdlk-FlagSr^AL, *a£^f|G418(geneticin, GIBCO BRL)lC 

o 

[0038] ±m2U(Dmmm^ti^rmmtvx^yh^mummKxm^Dik^y^ 

0 M)2,6,10,14-xb7^/l^>*X#^ ^-^$nfcBALB/c^— K-^ 

[0039] (7) cellELISAjgc 

ify^^-e=i— hbfc96^i§*^l/— KComing)|£±fE7E2-C(hdlk)#c£:7.5xl0 3 ftfl 

9*tK»iRt*@3e^ 0.2% Triton-X-lOOCjS&^i^-CfliSU cell ELISAffl^— h 

yK-^±^^PXL, ^-Cl^raSl^^^, 0.1%Tween20(i&q a q£)-PBSi^ 

0.1%Tween20-PBS^-ei00f&#3^bT^fflUfCo ^^lBfrMR&Sli^fclft* 
0.1%Tween20-PBS^T*3lHl^UfCo$e>^0.1%Tween20-PBS^-C1000^^ 

bfc-fe-Ya^lMf^/V*^^ -^-^hV^hTtr^CVectorltiSDSr^JaT?!^ 
KIKJ££il\ 0.1%Tween20-PBSj§*-C3lHiaS^bfeo TMBC3,3\5,5'-^9*?VW< 

Jh^^/Co Microplate reader Model 550(BIO-RAD)^rfflV^5feSt:Sfl^^o 
[0040] (8) 

tbjE^rm^. JfWiaB^^^^KtBio Chain, Hepatocellular carcinoma; 
catalog No. :T2235 149-4, lot No.:A607070, Cholangiocellular carcinoma; catalog 
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No.:T2235149-2, lot No.:A603549){^ Jft>*97-f>'#HfifU lOmM^^^hy^A 

-Mmmm. 3%t^XDKMm^m7K^\\x.tcmm^x<>x, mnx2o& 

^^—^^{c^^^bfcfetthdlk^y^n— -f-zV^clone 1C1 (^^0.25 fi 
g/md&mUXimmRf&Zlt. PBST*5#<£>?5fcV^3IItfTV\ g^Tl/lOM^ 

-C1^Fb1H^$^C 0 PBS^£55#F^*V^3[ItfTof;:^ ABC3rs/h(Dt*;|i£rf& 
0J#M9^^-CABC3^W5/^^«9, ^n^?a-C305>SJS$-frfCo PBST* 
5^F H l3HlC>gfeVN<D^, ^/Vc^v^— HmW(0. 02%DAB, 0. 03%il®Hb7Rili 
7k, 50mM Tris-HCl pH 7.5) \Z£oXm&&ftotc 0 ^&*mmUzM. KXlOft 

x^u *^^xmm\^x. ^i/^9^~-&w-^^w^#.)xmA 

[0041] ^fc. thff?%®fi&l8i<D-' < 77'{>ty}T' (Cybrdtf±, Hepatocellular carcinoma; catalog 
No.: CS03-01, lot No.: CS03-01-001-012 (23M\ 63i30)f), CS03-01-002 (63S 

63§3it)) ^y^r-y^mk, iiTMbu lomuy^mwmm (pH6.o)-e. 
h^v— -f$m (i2rxx 5#)u^ ^c^^y— /v^s^^o.3%i:^J:5^j© 

i??£tt£l&Vvfc 0 PBS^S^f^gfcV^SlHl^m^ 1.5%-^^J&L?fPBS^-e30^^^ 
famPBSmmXifcWlVtdm.Khdlk*;?v~ -?V^£t#:clonelCl (it^0.25ju g/ml)£:4 
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K^Vtc^^it^yHgG^ (Vector) &&m.'Z2V$WRj&£-&it 0 PBST?5 

•f o3|Hgfcofc^ ;<;Vtti/#—- ££®(0.02*DAB, 0.03%iii&fb*^zf^ 50mM 
Tris-HCl pH7.5)t£«fc«9!B6£fTo;fco 3i§#JL tt$!bK-eiO#|iaiSfcV\ -^r— ^ 

[0042] (9) FACSftftff 

cells/ml) SrWKUfc, ^ithDlk^ey^n-^/Vfei#:0.5 /z g£)M?SMcl00 » L£r4°C 
, 30#HKJ££-frfc o PBS-C}5fc#^ tf^Wfc^^HgG(Vector)(0.5/z g) £SJ&( 
4^, 30#)£^ StFPBS-e^^bfCo ^M^^hTf^^-FITCCPharmingen)*^^ 
hl/7 P hTlfv ? >'-PE(Pharmingen)(0.5 J u g) fcKJSW, 30#)£-#;fc^ FACSCalibur 
(BECTON DICKINSON) {ZLXfRtitUta 
[0043] (10) #LfchdlieEv^n— ^^(CiSthFAlO^W 

^His Trap HP Kit (Amersham Bioscience)^rfflV^-Cffi^(hFAl^S:30/i g/ml)bfc 
HFAlSrlftWKWfcUfc. tfeffifcH:, ^tn^LTclone 31C4. ^m^^brtf^- 

^}3:ECL™ Protein Biotinylation Module(Amersham Bioscience)?^ V^T^T ofc 0 ft 

^(Di^^bM^ELISAf^^^^^i^^b-CfTJ&ofCo £1* ft^tfiUfc 
clone31C4^PBS-C10/zg/ml^#^b N 96^V— M£100/i l/weU^APUfco 
tf— Bfel&ftUt^ PBS-e3|U^^U 2%*^A5/Wr-PBS*§^(£A|^ 2%MPBS£rT 

2%MPBST^mS»^b^hFAl^P^^^l^^^«b^oPBS^3IiIt5fe#bfc 
^ ^mffltn:#:(7)tf^^Wbbfcclone4C4?r2%MPBS "CI n g/mllCf^LttLfc 
o ^MT*l^^Si^$^C^, 0.1%Tween20(©D CS D^)-PBS^-e3HI^bfCo 
^^tbTt^^^k^^NgG(Vector^±®D^2%MPBS^-eiOO^#3^L-C'teffl 
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Ufc„ ^?a-eiNF^S^$*fc^, 0.1%Tween20-PBS^-C3®i5fci£Lf^ Zbfc 

(Vectortt^)^^M-ei^P B ^^^-fr, 0.1%Tween20-PBS^-e3tHj^#Lfdo 
a&m , MB(3,3\5,5'-^h^^/l^^vV: S\GMA#M)Z&m&Wit\,XmtW 
Xff\t\ 1M 0M^\iX.Rft^W±^tc o Microplate reader Model550(BIO-RAD) 
<SrfflV^3fc^£$!)^Ufc„ ^3feSJ^fiQuantaBlu(®p°D^)Fluorogenic Peroxidase 
SubstratesCPIERCEMOiraiJS^^bT^/V^n^^-Y^T-fe^bCThermo 

Labsystemsf±M)£rffi V ^$J5tbfc 0 
[0044] 2. j&& 

(1) KblE1?;%fMl-&tfZ>tbD\k<Dmm. 

MACS(Magnetic beads cell sortmg)M^:b*TfflV^;Li:-C\ mifcfffmfabSfl® 

ii) 0 ^r-e N ^-f th^jov^-ctPil^^^-v^i-<Dd^ftufCo tM&Ji 

3! @ /6^12il g ©Jj&j^fF8ilc*3V>-CtbDlk<7)5im^i?)^^:(iaiA) 0 iz1t&M\2 

m s (c4o(t5#iii^-e^khDiko^m^P^fc^m, fflWsJtfMi: w*. iM&8&-et> 

„ FAl^TS{fc(Larsen, J.B. et al. (1996) Lancet. 347, 191) , giJW (Jensen, C.H. et 
al. (1993) Hum. Reprod. 8, 635-641) t£E\Z.hftm^X\^^b*mbfrKlSfrX^ 

[0045] (2) ^tr-Dik^-y^n— 

^(^^MgO^^bfco ffimtL,x2wm<DtbD\km%L%®i& : &ffi±L^ ^.ti^mt 
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7E2-C(hdlk)#&ffiV^FACS#^ £>J;U?cell ELISA&^J^Ii^n-^SrSiRL 
f Co Sfcfcl^n— =C^Hrl\ 3*111 (clone 1CK 4C4, 31C4)<E>3c5£UbJM3— V«r 

[0046] ^ttbO^n— i^fe(7 0Hff)2 ) 6,lO,14-7 i ^^/^^^^(^^^) 
^S#$*l/fcBALB/c^-K-v>^O0)^rt^3xlO 6 j|gi^^U, 2MF^<£>lg7K££&& 

[0047] #^fcfett:hDlk^e/^n— ^/Unffcclone lCl&JBVvt, th^M^^iS^ 

[0048] o) KhBm&&immmz.33iirz>KhD\k(Dm$i 

KhD\k<Dmm^ ^^x^^tmm. ^(D^mmfmmxn^hn^K & 

$L<Dntm j &&mil'1Zo *T4«^©l:bJff****iajia«cOHH-6, HLF, JHH-5, 
Huh-6)^oV>T, FACS#W\ ^,^^fe*5itJ«RT-PCR&^J;oT^t*bfCo trfcfch 
Dlk^e/^n— ^/Wfciftvclone 4C4&fflV>TFACSflWStfTo;fc:j&£: % Jft'MkMnM 
jifr|*(JHH-6, HLF^ttV^httlRftbtUCd^ofc* 5 . 5Mfc;M©*WI!&J*OHH-5, 
Huh-6)-CtttbDlk(©^SmSr^'t"^hdS^e>tbfc(S2A)„ *fc$&aeJfefe8t©*&*t> 

[0049] 2fe^RT-PCR«fe»31«3;5#P*fS^Tofco ^^(Dm^m^h^mUt^RN^h 
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[0050] (4) tMf^^^*5it?)thDlk(D^m 

[0051] tshiz.. BMmmz&iirz>D\k<Dm&^%. TEmim^z&i^ ^m^mmmm 

V>fcJ^J&#WfchDlk<D3l^i*, lot No.: CS03-01-001-012<DNo. 51§]>t^^ 
fcU Dlk^tt^^i^P^^i^^^^^^Dlk^ti^U, WTOfc© 
^^^UTSiJ^Lrc(Hl5)„ 80m#, 118^K-^fP^Mm^^ft^c^^^>, ^ 
^ttll8#fiffi^^^65^>i-t!:*3V^-CDlk|ii14(55%)-efcl?, J£(-, #^V— K 
(Grade^tC&fJUt^^, Grade I©Jff «BJia*-C?©Dlk|iitt^tt82 % (9/1 1), 
Grade 1-11^100% (3/3), Grade 11^61 % (33/54), Grade IIIT*40% (20/50)-? 

m mi) . &MbmfrbmMkmzmz^x<DjftMmm\z&^xfc<D\km&~? 

h%Z.b1)mWVtc 0 U>Aj£&t>. #^Grade I, II<D^bS<^*£V^$afl&-)&^*^ 

V^W-/V^^IS^3:^oV^-C^mi-S-^^. Jff&HMGrade I T-<D^Dlktf>3§ 
Lfc^Grade<D^h^y>--^^>- (HE) ^fe, D«^<D^tt*5j;^|^tiW 
[0052] BI2B, 03, g|4, m5Rrfm6<DWMfe*9-^nX»3b<0. ^#OHl®(fi 
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[0053] mil 



Grade 


^ti- 


Ulkffiti (%) 


DBclSEtt 


(%) 


r 


ll 


9 (82) 


2 


(18) 


i ~n 


3 


3 (100) 


0 


(0) 


n 


54 


33 (61) 


21 


(39) 


m 


50 


20 (40) 


30 


(60) 



[0054] (5) ^thdik^/^o— r^m^x^WAKD^m 

[0055] (6) ^ithdlk^/^o— ±;Vttmz£ZKhFAl<D&mm<D$t8&k7£ 

&e>l^_Lfe<£>ri. tt^^-fejorao) fetthdik^e/^n— ^7v^^<t^tbFAi 

tTo/c^^:, ^3feSK(QuantaBlu(^D n p^)Fluorogenic Peroxidase 
Substrates:PIERCE)^ay^#^^U-C^/^n^dr-^VT-feVh(Thermo Labsystems) 
SrffiV^W, lng/nd^thFAl^^tapr|g-x?feofc(El4B. ^2) 0 
[0056] DR2] 
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FA-1 (ng/mL) S^&Jgfil 



0 179.85 

1 221.55 
3 277.1 
10 537.9 
30 1331.0 

100 3685.0 



[0057] mMM2 fcD\ktfifc(DtjilBfe1%. 

i. mmvvjm 

r(i) \iu\k ±^cDNA<D^.mtmm^<^-^^u T(2) tHM&^Mfcj 

. r(3> mmm^^mB^mAi. 1x4) rt-pcrj, r(5) y—^^n^vm^^ 

[0058] (6) ^fchDlk^/^n— ^MftffctfMI^ 

2a^^Dlk^m^J^»7E2-C(hdlk)^HEK293(hdlk)(D«37:*-e}*^^J 1 ^M<D 

[0059] fehDlk^/^n-^-/^#:^^-r^fc* ^ 2®gCDDlk3imM$< 

7E2-C(hdlk)tHEK293(hdlk)<^M«£> (^7n^yh7^/^ 
K : ^^MWXM) hi : 1 X»m&lsfc^/l'i?3^&6MWp<DV4K?—7vh<Dm&fc 

m&u v^m^mmu -^^^p— -^m* (P3x) ^y^i/^i^-zv 

5% co2-r^^.^— ^— -ei§ab^c 0 *t ^ltvm' 

-f V y—<?<Dlfem _ht#^7E2-C(hdlk)^^ffl V ^cFACSjSW 33 £TfCel\ ELISAfe^i 
2B^tf>>^:?*!JK~- ^(^n— i/lCl, 4C4, 31C4)£rtr37_Ub 0 ^tl^tfVM^yK— 

7 0 hu ^2,6,10, u-^hy^^^fTX^tfyx^) ZgL-S-lstt-V^VM 
Balb/c-nu/nuSlc) Oflgflgft^OO n L(3X10 6 l@)&-*j-Lfc o 2j§|!,mt-Jg7R£££&U 
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[0060] T(7) cell ELISAfej, T(8) %L&Kmt&&mU T(9) FACS#?#f J i~iMMMl^M,^> 

[0061] do) MhMmsk^mmm<D^m 

m^AW^Msk^^V^lkU PBS-e2f§tC#^^, Lymphoprep (|g— -fb^lH 
D B D)_h^m«L20 <: C-e800g. 20#KliS'frUt, jS'L^I, 

SrHUKU PBSt?3lHlSfc##. 10% FCS&MttDMEM!&fflZ.&il&£'&x.7^?*~- 
[0062] (11) KhMfc!&m<DftM 

Lfc^ ^20 t C-e2500rpm, 15#ra3frfrUfc. 3S^, ±t&0>lfiLfrt«rlell&U ttfltfL 
[0063] (12)MTT& 

96^^1/-b-e^bfc^aJ}S^h^^^-!7^(^b#X||) ^#CD^nb=i- 

/M£t£V\ #J#^<JwM^;&nU 5% CO -Y^a^— -e3-4NF^^$^o 
^^96^1^— hSr-t©** W^n^— by — y — Srffi V ^T490nm (#{«« : 

655nm) <D®^S»J^b/do 
[0064] (13)IWttlifil» 

HEK293^HEK293(hdlk)*ffllia^by^»*0 : a^j:o-C7 e W— b/^tflftU 10% 
FCS^P^cDMEM^ift^lxl0VnU(D«a^^^-^h^J^^UrfflV>yt, 
if^Va— hUfc96^3pjg^— hl-lxl0 4 /well-e##. ^thDlkfei#:4C4, 31C4*5 
^U^HgG ^ti^tl0.2, 1.0, 5 /z g/ml) <D#&T-e30#i^Ufco 
T^ffi-r^tHfiL^i#^©25%^SJ;5f-*P^.^ 72B#raJ£3£Ufco J&*t«, MTT 
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^"S^I&SteStudent's t testlc£9fr otio 
[0065] Huh-7ECFPtHuh-7mkYmm^hV^>^MKX<>X^U--h^hmmU 

h^l x 10 4 /well-T?Slt, fei:tbDlk^C#:4C4, 31C4:£J;t^s>MgG(^;tV£**U).3, U 3. 
5, 10Mg/ml)O#^T-C30^*LfCo $b^M#:^b-C^ffl«7yhJfiL«^* 

t testis «9 ffo fc 0 

[0066] (14) ^Wtt^M*^ 

HEK293^HEK293(hdlk)^JiS^by^V^a^ioTyw--h^^t'Jiib. 10% 

FCS^PX.fcDMEM^^2xl0 5 /ml(D^^-e^^-ii:, ^-^miSiLtffl V ^fc: 

o ■tf9^>'=i—hb*:96^ s Pje^— hKllxl0Vwem?«*, tfcfchDlkStflUCl, 4C4, 

31C4*5irJR9yHgG (5/zg/ml)<D^T^30#^Ut, £bl^:7^*-*BB&te 

, :^-yVMt(20:l, 10:1, 5:1) ^HNail&toto*.5% CO^y^f 

1 v ^xw muh G 

[0067] (15) thDlk^m-T5fcMf^*5l5^a^Huh-7(Dlt5t 

mm^frtmkfD^cDNAzm^Astcmm.^??— (pcDNA-hdik-Fi ag ) 

^AU G418(geneticin, GIBCO BRL) K£&m$l&. thDlk^^^mbXV^ 
52®0^aj3a»Huh-7(hDlk)(^n-VPC14, PC16) £r$fi:Ut„ n^n— /v£ffl 
J}a^bTEGFP(D^:ScDNA^m^^^fc^m^^^- (PEGFP) £Huh-7JW^ 
AU G418K<fc5i!l#^ EGFP^^^t^mU-CV^^a^Huh-7 EGFP£M:kb 
fc„ 

[0068] (16) ffi{£lk.m<DftM 
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Std: Wister/ST^k 8jI#, if O^liiL^triSH^JSriPx.-f' t-^Jfc.U Hi£#J2 

©ri. M^^fe(n) fcMi*JliL«f©^«ljlB*©*fe-c, MfMiL»&#«iL;fc. 

[0069] (17) thDlkit^^-<Djfi^^ii^tt(D^ft 

fcbDIkS:^^^5S^bTV ^2«OJM#cHuh-7(hDlk) (^n— >-PC14, PC16) 
0?=r>hd— /V*fflJ^(EGFP^^tC^mbTV^^aj^ttHuh-7 EGFP)£r3X10 6 cell 
/ 100 mL(PBS: EHS-gel=l:l)i*o. 631Sp<D^— K^** (Balb/c; nu/nu, flf. B# 

MMfom (mm 3 )= Ti /6 X X ($S#) 2 
[0070] 2. 

r(i) tME^™^*5^tbDik(D^mj. r(2) tfttbDik^/^n— fvHHtffcu r 

(3) tWIT**5l5j!WJ}a*J|cfc*5tt5fchDlk©^mjx f(4) fcbmgm^*3tf5fchDlk 

[0071] (5) £ifchDlk^/^n— 1~/V>tfifc&m V ^fc293 (hdlk)jNBJfe(DFACS#ftff (Dlk|i!9l4<£> 
«) 

{«bfcmthDlk^-/^n— 1-;V%m (^n— >-4C4) V HEK293£fflJl&£ 
HEK293 (hdlkJ^B^^FACS^^tTofCo thDlk«HEK293^aj^t?{*^<^mb-C 
VN^d>ofc/5»^ HEK293 (M\k)MfaXfeffi<mW^X\^Z.b&mm&tlti W) 0 
[0072] (6) feithDlk^y^ci— ^/V^#:&fflWcCDC?£t£ 

Dlk^th^^^m^T^^L-CV^Cl^^. Dlk^ffis^-v— ^7— ^^«9. iftt: 
hDlk^/^n— Dlk&^LTV ^S;MJ§&£^lft£bfcm^&^&5 

£fe&«!l5£Ut(IIl8, ^3.1,3.2)„ 96^7°!-— hKf-^yhmffoblsX^ HEK293£fc 
teHEK293(hdlk)3tt£#3\ feithDlk^:#:(^n— ^4C4, 31C4<Sr5/x g/ml-C»])£ 
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SiJ^bfCo Dlk^^5 M g/nilT«PLfci:#(OHEK293(hdlk)^BJ}ao^^«. fofc4¥ 

3ic4) tffifcihmzmnisfc&x^&ftm^m^Tu ^mmm^o-som^vx 
m.^tm^^^-hth-r, ^mmtmmx^tiimsA. ms.i) 0 %tc, Dik^ 

[0073] HEK293(hdlk)^J3S^»^Tl?«^i-5i:,M^lfa.^^3^hn--/WgG^:^^^ 
^JPbfe^, ##^ffi^JfiL^^fei;tbDlk^(^ti->'31C4)^m*PUfc^T'«, 

o-^31C4)^^Pbfc^Ti*. Ji^A^om^f^u ^LTV^^Jl^tV 
7C 0 — ^\ Dlk£3£^UTV^j^HEK293JM-m, ^thDlk^fr^ffclfrfilrSr^P 

[0074] ££>^ ^LthDlk^i^C^a— >4C4 N 31C4) £0.2, 1.0, 5 u g/ml^^PLTcRfcD 

HEK293(hdlk)HBJiS(DCDC?gtt^f^Ufc(|E|8B, ^3.2) 0 ig*3 0 #<DCDC?£tfeSr 
MTTT^ir-f^ioTffliJ^i-^i:, HEK293(hdlk)M<^£M^tefehDlk}nfft§ 
^}C^#U-C^L, 4C4i:)ti5eL-C31C4^5^V>^^Bb^^«^ttfc 0 
^^bcD^}*f^Mb/c^thDlk^#:^,Dlk^m^m«^Jia^^bTCDC^ 

[0075] [^3.1] 

"SbfeJf ±SE 

tpL 4C4 31C4 7?HgG L 31C4 7?HgG 

HEK293 1.12±0.08 1.13±0.04 1.03±0.05 1.11 ±0.11 1.24±0.05 1.13±0.05 1.12±0.05 

HEK293[hdlk] 0.43±0.02" 0.12±0.01' 0.04+0.00' 0.43±0.01 0.89±0.05 0.95±0.02 0.75±0.03 
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[0076] [^3.2] 









£±SE 




JSt<*M( n g/ml) 


tit DIK fit** 


£L 


0.2 


1.0 


5.0 


4C4 


0.43±0.02* 


0.49±0.00 


0.52 ±0.04 


0.12±0.01* 


31 C4 


0.43±0.02* 


0.48 ±0.02 


0.33±0.00* 


0.04±0.00* 


^ *j h IgG 


0.43±0.02 


0.43±0.01 


0.42 ±0.02 


0.43±0.01 



[0077] (7) ^LfcfDlk^/^o— ^/V^^ffl^TcADCC?^ 

thDlk^mb-CV^HEK293(hdlk)^— ^Vh», ^^A^tiJfc-^^ 

[0078] 96^^— h^VV HEK293£fcfcmEK293(hdlk)$Bflft£fehDlk^y^£i-- 

^(^n-^lCl, 4C4, 31C4) jo<ttJ?t:h^ifiL^^^-fr-C^U 3 0^^ 

^VhJtfi^tV-^^O:!, 10:1, 5:l£L-0&#Uc:o ^7^^— 
Jt^, 10:lOB#. HEK293(hdlk)«te, \^fo(D^YVKfoW*WkM\^X^ #tfls 

T?t>, ^thDlk^?r^nbfc^-e^--^Vh^J^tt^L^^^ofc 0 HEK293(hdlk) 
[0079] [M 









: *—>f-j hht=10 








1C1 


4C4 


31 C4 


IgG 


HEK293 


0.64 + 0.02 


0.78±0.01 


0.67±0.04 


0.58±0.02 


0.76±0.05 


HEK293[hdlk] 


0.45±0.01 


0.60±0.04 


0.50±0.01 


0.52±0.01 


0.62±0.03 



[0080] £<b^ Huh-7EGFP#|BJia£Huh-7(hdlk)M (^n— ^PC14, PC16) Srffi V ^T6l#£ 
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JfctfcU ffifchDlkftflc^n— ><4C4, 31C4) fcM#Jk»£^Jnbfc^K3fcS<£<i: 
J&S-IETU ££fflJ§&^24-94%^LTV>fCo Ld>U Dlktr^mUTV ^uh-7EGFP 
^J^^bT^^^^^M^W^^^^^fcCiailA, ^5A) 0 

[0081] fetthDlk^^^n— ^4C4, 31C4)£0.3, 1, 3, 5, 10 g/ml-C^Pbfc^ 

Huh-7(hdlk)^Jj^OCDC^tt^f=fbfc(|l|llB. *5B) 0 ig*3 0 ^CDC?£t!fc<Sr 
MTTT^-fe^iclio-ca'J^^^s ^n— >'4C4^31C4(DV^tL^*5V^ 1 b. 
^Huh-7(hdlk)$BJ3&&^£i3:fco 

[0082] [^5] 
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A 



<a^s±sE 

tJUM> IgG 4C4 31C4 

Huh-7 EGFP 1.9 1 ±0.04 1.64 ±0.03 i.80 ±0.04 

Huh-7 PC14 1.77 ±0.14* 0.67 ±0.04* 0.11 ±0.00* 

Huh-7 PCI 6 l.57±0.05* ].I9±0.15 0.56 ±0.08* 



B 



qR3tS±SE 



fit*«*(/*g/ml) 









03 


J.O 


3.0 


5.0 


10.0 


KGFP 




1.89 ±0 04 


1.87 i 0.O7 


1.87 ±0.06 


1.87 ±0.04 


1.91 ±0.04 


1.86 ±0.08 




4C4 


1.89 ±0.04 


1.74 ±0.12 


1.86 ±0.08 


1.76 ±0.03 


1.64 ±0.03 


1.78 ±0.07 




31C4 


1.89 ±0.04 


I 47 ±0.07 


1.74 ±0.04 


1.82 ±0.06 


1.80 ±0.04 


1.74 ±0.08 


k:h 


vyh IgG 


1.69 =0 10 


1 71 ±0.10 


1.75 ±0.03 


1.92 ±0.07 


1.77 x0.14 


1.90 ±0.03 




4C4 


1.69 ±0.10* 


1 4O±0.U 


1.70 ±0.07 


1.12 ±0.04* 


0.67 ±0.05* 


0.22 ±0 02* 




3IC4 


1.69 ±0.10* 


1.69 ±0.10 


1.68 ±0.07 


0.30 ±0.04* 


0 li ±0.03* 


0.06 ±0.01* 


PC16 


79 h IgG 


1.70 ±0.03 


1.75 ±0.10 


1.62 ±0.06 


1.70 ±0.09 


1.57 ±0.05 


1.62 ±0.05 




4C4 


1.70 ±0.03* 


1.65 :-0.06 


1.83 ±0.08 


1.57 ±0.02 


1 19 ±0 15 


0.93 ±0.03* 




31C4 


1.70 ±003* 


1.67 ±0.04 


1.67 ±0.08 


1.00 ±0.07* 


0 56 ±0.08* 


0 26 ±0.01* 



[0083] ^bDlk^y^n— ±/v£tflett, thJff***©»J^**Huh-7SNBliaSrM^#WlJ: 
&ffim®frfc&\,^XD\kffim&&<MWi1rZ>^ ±M<Dtm, ADCC?£t£, cdc 
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[0084] (8) ^Ct -r/VffiftL&m V ^cHuh-7(hdlk)M<OFACSfi?#f (D\k$&mMi<D 

n— ^-7V*n:^ffiV>-C, Huh-7EGFP^J^^Huh-7(hdlk)^aj§a(^o— >-pC14, PC16) 
OFACSfifflf^fTofco fchDlkteHuh-7EGFPMTi2^<3i§mL-CV ^>ofc^ 
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